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. Analysis of insulin sensitivity and measurement of area under curve of insulin secretion. βRicKO mice were observed to have impaired glucose-stimulated insulin secretion but no change in insulin sensitivity. A: Intraperitoneal insulin tolerance tests were performed at 12 weeks of age. Blood glucose concentrations were tested at 0, 15, 30, 45, 60 and 90 min after insulin injection. There was no significant difference of blood glucose reduction after insulin injection at each time point was observed between groups. B: Area under glucose curve during insulin tolerance test showed no significance difference of total glucose reduction in respond to insulin injection in different genotypes. C: The area under insulin curve (AUIC) and increment of AUIC (IAUIC). βRicKO mice had a lower IAUIC value than Dlox. There was no difference in the AUIC or IAUIC between the βRicKO and βDKO mice. D: Area under insulin secretion curve during islet perfusion test (n = 3). Islets from both the βRicKO and βPtenKO mice showed significantly lower AUC than did islets from the Dlox control mice. * P < 0.05, § P = 0.07. Figure 2 . Insulin immunolabeling of mouse pancreas. Representative images showing immunohistochemical labeling of insulin for each the four mouse genotypes is shown. A positive insulin signal is indicated by brown color stain (DAB). Cells were counterstained with Eosin. βPtenKO mice had the largest β cell mass compared to other genotypes. All images were acquired at 100X magnification. The percentage of insulin-positive area to pancreatic area for all sections and β cell mass (ratio of insulin-positive area multiplied times pancreas weight) were calculated. β cell mass was calculated from 3-4 animals of each genotype, as described previously. As shown in Fig. 2A , β cell mass was reduced in the βRicKO mice and elevated in the βPtenKO lines compared to the control and βDKO groups. Figure 3 . Analysis of cell proliferation by counting Ki67 and Cre double-positive cells. Pancreas sections from the four different genotypes were labeled by immunostaining for both Ki67 and Cre. Images were taken using a confocal microscope. (A) Percentage of double-positive cells at both E17.5 and 12 weeks. **P < 0.01, *P < 0.05. 3-4 animals in each group. For adults, more than 1,500 cells from at least 50 islets of each animal were counted. For embryos, more than 500 cells were counted. βDhet mice served as the control. Supplementary Figure 6 . Analysis of in nuclear and/cytoplasmic FoxO1. The nuclear and cytoplasmic protein extracts of islets from the four genotypes of mice were prepared and immnoblotted for Foxo1. The right four lanes show an immunoblot of cytosolic (Cyto) proteins and the left four lanes are of nuclear (Nuc) proteins. PCAF, a p300/CBP-associated factor, was used as the loading control for nuclear proteins and GAPDH was used as the loading control for cytosolic proteins. Each lane contains the islet nuclear/cyoplasmic protein from 3 animals of each genotype.
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